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DsRed 2 Clonetech Xho 1 P5R Xba 1
Escherichia coli DH5a BHK-21 ORF5
620bp POF EcoR 1 P6R
1.1.2 T4 DNA EcoRV ORF6
TaKaRa DNA 530bp PSF  P5nE Xba 1
HRP ORF5 PoF
IeG  SBA lipofectamine™ 2000 P6nE Spe 1
Invitrogen HRP ORF6 PGFPF Spe 1 PGFPR
SuperSignal West  Pico  Chemiluminescent EcoRV mut4 EGFP
Substrate Pierce 780bp PRFPF Spe 1 PRFPR
Olymbus IX70 EcoRV DsRed2
1.2 PCR 670bp
1 P5F
1 PCR
Table 1~ Primers and PCR amplifications of the interesting genes
Primer Sequences 5'-3' PCR amplification
PSK CAA MAQTATG?T(}GCGAAATGCT{‘GACC 95°C 5min 35 cycles 94°C Imin
P5R TTT TCTAGAGAGACCCCATTGTTGTTCCGC 56°C. Lmin 72°C Imin  72°C 10min
P5nE TTT TCTAGAGAGACGACCCCATTGTTCCGC
o TSI L s e
PonE AGC ACTAGTTTTGGCATATTTG
PGFPF AGG ACTAGTACCATGGTGAGCAAGGGC 95°C 4min 35 cycles 94°C 1min 58°C 1min
PGFPR GAA GATATCGTCTTACTTGCACAGCT 72°C Imin  72°C 10min
PRFPF TTT ACTAGTAGCATGGCCTCCTCCGAG 95°C 5min 35 cycles 94°C 1min 55°C 1min
PRFPR GAA GATATCCTACAGGAACAGGTG 72°C lmin  72°C 10min
1.3 pCI-5EGFP pMT-ORF6
pMT-ORF6 P6F P6R PCR P6F P6nkE PCR ORF6
ORF6 pMD 18-T pMD 18-T pT-6nkE
pT-61 pT-61  EcoR1  EcoRV pDsRed2 PRFPF PRFPR DsRed2
pCl-neo pCMVPA EcoR | pMD 18-T pT-RFP
Sma | pCI-ORF6 pCMV-61 EcoR1  Spel pT-6nE 530bp
pCMV-61  Bgl Il BamH | ORF6 Spe I  EcoRV
CMV-ORF6-BGH polyA pCI-ORF5 pT-RFP 670bp  DsRed2
BamH | ORF5  ORF6 pCl-neo pCMVPA EcoR |
pCI-ORF5/0RF6 pCI-ORF5 P5F Sma | ORF6  DsRed2
P5nE PCR ORF5 pCI-6RFP pCMV-6RFP
pMD 18-T pT-5nE ORF5/0RF6 pCI-ORF5/0RF6
pBSmud EGFP PGFPF PGFPR ORF5/mut4EGFP ~ ORF6/DsRed2
mut4 EGFP pMD 18-T pT- pCI-5EGFP/6RFP
EGFP Xho I Xba 1 pT-5nE 1.4
620bp ORF5 Spe | lipofetamine™ 2000
EcoR 'V pT-EGFP 780bp PEG8000 2ug
mutd EGFP pCl-neo Xho 1 60% ~70% BHK-21 37C
Sma 1 ORF5 mut4d EGFP 5% CO, Western blot
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12% SDS-PAGE Western blot A . T
4C I $0mmeliL IT -S0mmol:L. IYIT
PRRSV 1h 1 Western blot
HRP IeG 30min Fig.1 Western blot analysis of the cell lysates transfected with different
DNA constructs. A Reducing condition with 50mmol/L. DTT B
Nonreducing condition without SOmmol/L DTT. 1.Cell lysates of pCl-
ORF5/0RF6 2. Cell lysates of pCI-ORF6 3. Cell lysates of pCI-ORFS
1.6 4 Cells lysates of empty vector pCl-neo.
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Co-expressed GP5 and M proteins of porcine reproductive and
respiratory syndrome virus can form heterodimers

MA Yan' JIANG Yun-bo' XIAO Shao-bo' FANG Liu-rong' 2* CHEN Huan-chun' 2

! Laboratory of Animal Virology College of Animal Science and Veterinary Medicine

% State Key Laboratory of Agricultural Microbiology Huazhong Agriculture University \Wuhan 430070 China

Abstract In order to investigate the characterization of in vitro co-expressed GP5 and M proteins of porcine reproductive and
respiratory syndrome virus PRRSV  eukaryotic expression plasmids pCI-ORF5  expressing GP5 protein alone  pCIl-ORF6
expressing M protein alone  and pCl-ORF5/ORF6  co-expressing GP5 and M proteins  were constructed. After transient
transfection Western blot analysis under nonreducing condition demonstrated that co-expressed GP5 and M proteins could form
disulfide-linked heterodimers GP5-M in transiently transfected BHK-21 cells. To further study the influence of GP5-M heterodimers
formation on the subcellular localizations of GP5 or M proteins green fluorescence protein  EGFP  and red fluorescence protein
RFP were used as markers. The results of fluorescence distribution showed that co-expressed GP5-EGFP chimera and M-RFP
chimera boosted the transport of GP5 from the endoplasmic reticulum ER to the Golgi complex indicating that the formation of
GP5-M heterodimers may be involved in posttranslational modification transport and subcellular localization of GP5. These results
presented here lay foundation to further study the molecular mechanism of GP5-M heterodimer formation and its role in protective
immunity of PRRSV.
Keywords PRRSV ORF5 ORF6 Co-expression Heterodimer
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